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Figure 1 



Random drift mutagenesis of hydrolases using a f luorimetric substrate 



. Mutagenic PCR of hydrolase gene to introduce random point mutations. 
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2. ligate into plasmid vector/transform into E. co//. 




3. Outgrow cells in selective liquid media containing hydrolase substrate 
to allow expression of phenotype. 
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4. Sort cells by flow cytometry based on expression of f luorimetric phenotype. 
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Inactive mutants 



Enriched pool of active mutants 




5. Isolate plasmid DNA from enriched pool. Use as template for a further 
rounds of mutagenic PCR. 
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6. After N rounds of mutagenesis, screen individual mutants 
for desired phenotype. 



7. Use DOGS recombination to back-cross out any mutations 
not required for desired phenotype. 
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Figure 2 
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Figure 3 
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Figure 4 
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Figure 5 



